Quantitative PCR
Total RNA was obtained using Trizol and miRNeasy micro kit (Qiagen) according to the manufacturer's protocol. Subsequently, cDNA was prepared with the Super Script Synthesis System (Invitrogen). TaqMan® qPCR was performed by using 25 ng of cDNA per qPCR reaction and the following probes according to the manufacturing instruction; TaqMan probes: Gli1 (Mm00494654_m1), Ptch1 (Mm00436026_m1), GFP (Mr04329676_mr), GAPDH (Mm99999915_g1). The analysis was carried out in biological triplicates.
Hh/Gli1 target gene activation in Sufu -/-MEFs
Sufu -/-MEFs (a gift from Prof. Rune Toftgård, Karolinska Institute, Sweden) were maintained in standard DMEM medium (Invitrogen), supplemented with 10% FCS, 2 mM L-Glutamine and 1%
Penicillin/Streptomycin. Cells were seeded at approximately 70-80% confluence. The following day, Sufu -/-MEFs were concurrently subjected to serum deprivation and the treatment of compounds, Cyc, or DMSO for 24 h. To check the effect of compounds on Sufu -/-MEFs, the total RNA was isolated and cDNA was prepared as described above. Gli1 mRNA expression levels were determined by quantitative PCR using TaqMan Gli1 probe as mentioned above.
Immunoprecipitation
HEK293T cells were transiently transfected using PEI (polyethylenimine, Polysciences) as previously described 1 . Importantly, the cells were treated with 20uM compounds immediately after transfection to prevent protein-protein interactions. 24h after transfection with compound treatment, the cells were lysed in IP lysis buffer (30 mM Tris-HCl, pH 7.5, 150 mM NaCl, 0.5% NP-40) containing protease inhibitor cocktail (Roche) and after centrifugation, the supernatant was subsequently incubated with Strep-Tactin superflow resin (IBA) for overnight at 4°C on a rotating wheel (14rpm). After extensive washing with IP lysis buffer, the protein complexes were analyzed by immunoblotting with anti-HA primary antibody (1:1000, Sigma).
Supplementary Table 1. Targets of compounds 1-10 and their C-terminus conserved hydrophobic and basic residue motifs (F/WR/K).
Comparison of the motif (F/WR/K) in helix VIII of GPCRs or in predicted cytoplasmic regions of target receptors. Amino acid sequences highlighted in yellow are either helices seen in structures deposited at the PDB ( 
